discuss the emerging mechanisms and roles of noncanonical Notch signaling in preserving NSCs and CSCs through regulation of mitochondrial function.
Drosophila neuroblasts (NBs) offer an excellent model for recapitulating key aspects of stem cell biology underpinning stem cell maintenance and brain tumorigenesis. NBs are similar to mammalian NSCs in lineage hierarchy, including the presence of transitamplifying intermediate progenitors (IPs). Inhibition of Notch signaling leads to NB loss, whereas enhanced Notch signaling causes the dedifferentiation of IPs into ectopic NB-like cells, leading to a brain tumor phenotype. In previous studies, canonical Notch signaling was shown to regulate the transcription of Notch target gene, Myc, whose regulation of cell growth is critical for the maintenance of NBs and CSC-like stem cells. However, gain-of-function studies indicated that canonical Notch signaling is insufficient to account for the Notch activation-induced brain tumor phenotype.
In a recent study, we searched for additional Notch signaling mechanisms important for brain tumorigenesis (Lee et al 2013) . We found that the activity of the mechanistic target of rapamycin complex 2 (mTORC2)-AKT pathway was significantly elevated both in Notchinduced brain tumor model in Drosophila and in human GBM cells. Our genetic studies suggest that activation of mTORC2-AKT signaling by Notch is independent of the canonical pathway, indicating the presence of a non-canonical pathway. We previously observed strong genetic interaction between mTORC2 and PTEN-induced kinase 1 (PINK1) in maintaining mitochondrial integrity and function. Loss-of-function mutations in PINK1 are associated with mitochondrial defects and cause degeneration of dopaminergic neurons, a cardinal feature of Parkinson's disease (PD), whereas increased PINK1 expression was found in different cancers, suggesting the involvement of PINK1 in both neurodegeneration and tumorigenesis. We found that Notch and PINK1 proteins are enriched in the mitochondrial fraction of human patient-derived GBM CSCs, and that they physically interact, suggesting a novel function of Notch in mitochondria.
Functionally, we found that Drosophila PINK1 mutants exhibited defects in normal NB maintenance. Importantly, RNAi-mediated PINK1 inhibition blocked the activation of mTORC2 and abrogated the preservation
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of CSCs in both Notch-induced Drosophila brain tumor model and human GBM culture, supporting a critical role of PINK1 in NSC and CSC regulation. Moreover, like PINK1 mutant, Notch mutant animals displayed defects in mitochondrial shape, ATP production, respiratory chain complex assembly, and DA neuron maintenance, supporting the potential involvement of Notch in PD. Further supporting the involvement of mitochondria in Notch-associated brain tumorigenesis, genetic perturbation of key mitochondrial processes, including OXPHOS (complex-I), biogenesis (PGC-1α), and fission (Drp1), also rescued Notch-induced brain tumor formation, and pharmacological inhibition of complex-I or Drp1 significantly blocked the maintenance of human GBM cells.
Metabolic remodeling is increasingly being recognized as a key feature of cancer cells. However, the pathogenic role of mitochondria in tumorigenesis remains unclear. Our recent studies revealed that Notch interacts with PINK1 to influence mitochondrial function, inducing the activation of mTORC2/AKT signaling in a non-canonical fashion. Moreover, PINK1, a key regulator of mitochondrial quality control (MQC), is essential for the maintenance of CSCs in both fly and humans. Thus, another important implication of this study is that PINK1 and the entire MQC signaling pathway contribute to CSC maintenance and represent novel targets for cancer intervention.
